METHODS AND RESULTS
Total RNA was extracted from fresh leaves of an I. chinensis individual (Appendix 1) using a modified cetyltrimethylammonium bromide (CTAB) method (Fu et al., 2005) , and a cDNA library was constructed and sequenced using the HiSeq X Ten system (Illumina, San Diego, California, USA). Applying NGS QC Toolkit v2.3.3 (Patel and Jain, 2012) , low-quality reads containing unknown "N" bases or more than 10% bases with a Q value less than 20 were removed. Finally, applying Trinity v2.3.2 with default parameters (Grabherr et al., 2011) , a total of 21 million high-quality reads were de novo assembled into 19,545 unigenes with an average length of 517 bp and an N50 length of 621 bp. The raw data and the assembled sequences were deposited in the National Center for Biotechnology Information (NCBI) Sequence Read Archive (SRA) and Transcriptome Shotgun Assembly (TSA) repositories (accession number: SRP127226). SSRs containing more than six dinucleotide motifs and more than five tri-, tetra-, penta-, and hexanucleotide motifs were searched from the unigenes using the online software MISA (Thiel et al., 2003) . A total of 994 SSRs were identified from 920 unigenes, with 32 unigenes containing more than one SSR and 68 unigenes containing compound SSRs. The frequency of ESTSSRs observed in the I. chinensis transcriptome was 4.7%. The most abundant repeat type was trinucleotide (53.8%), followed by dinucleotide (41.2%), tetranucleotide (3.5%), pentanucleotide (0.8%), and hexanucleotide (0.7%) repeat units. A total of 106 primer pairs were successfully designed for these SSR regions using Primer3 (Rozen and Skaletsky, 1999) , specifying for an expected PCR product between 100 and 280 bp and an annealing temperature of 55°C.
Applications in Plant Sciences
Fresh leaves were collected from five populations of I. chinensis (n = 97), one population of I. icosandra (n = 5), and one population of E. sinensis (n = 14) (Appendix 1), then dried with silica gel at room temperature. In the first PCR trial, three individuals were Deviations from HWE were statistically significant at *P < 0.05, **P < 0.01, and ***P ≤ 0.001.
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randomly selected from each of the five I. chinensis populations and used as templates to test the 106 developed primers. DNA extractions and PCR amplifications were performed according to Fan et al. (2013) . Among all tested primers, only 58 primers produced distinct bands within the expected size range (Appendix 2), and were thus included in the subsequent analysis. PCR products were then loaded onto a Fragment Analyzer Automated CE System (Advanced Analytical Technologies [AATI], Ames, Iowa, USA) using the QuantiT PicoGreen dsDNA Reagent Kit (Invitrogen, Carlsbad, California, USA). Allele sizes were determined using PROSize version 2.0 software (AATI), which resulted in only 12 primer pairs being polymorphic across the 15 individuals (Table 1) . For these 12 primer pairs, PCR amplifications were performed across all 97 individuals from the five natural populations of I. chinensis, and their PCR products were first electrophoresed on 10% polyacrylamide denaturing gel and then inspected with the Fragment Analyzer Automated CE System. Scoring errors and null alleles were detected using MICRO-CHECKER (van Oosterhout et al., 2004) ; Hardy-Weinberg equilibrium, linkage disequilibrium, the average number of alleles per locus, and the levels of observed and expected heterozygosity were calculated using GenAlEx version 6.5 (Peakall and Smouse, 2012) . Results showed that the number of alleles per locus ranged from three to 10 (Table 1) , observed heterozygosity ranged from 0.000 to 1.000, and expected heterozygosity ranged from 0.000 to 0.844 (Table 2) . Of the 12 polymorphic markers, eight showed significant deviation in Hardy-Weinberg equilibrium for the SZ and YC populations, seven for the HN population, six for the XG population, and five for the HSD population. No significant linkage equilibrium (P < 0.05) was detected between locus pairs (Table 2) . Further crossspecies amplification was carried out using the initial 58 primer sets on two closely related species, I. icosandra (n = 5) and E. sinense (n = 14), and resulted in successful cross-amplification of 30 primer sets in I. icosandra and three in E. sinense (Table 3) . Our results showed that cross-transferability of these EST-SSR markers derived from I. chinensis displayed high transferability within other Ixonanthes species, but displayed rather low transferability in species of a different genus.
CONCLUSIONS
In this study, the transcriptome of I. chinensis was established using a de novo sequencing technique. By using this transcriptome library, a total of 58 EST-SSR markers were developed, of which 12 were polymorphic across the five I. chinensis populations. Crossamplification of these EST-SSR markers was also demonstrated on the closely related species I. icosandra and E. sinense. Through these efforts, our aim to provide ample population genetic information for Ixonanthes species was achieved, and the resulting markers could be useful for future studies on species delimitation, taxonomic revision, and genetic conservation of Ixonanthes species.
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